Supplementary Figure S1: Generation of the ephrin-B2
6YF∆V reverse signaling mutant. (a) Cloning and Southern blot strategy that was used to create the ephrin-B2 6YF∆V mutation. Recombineering was used to convert part of exon 5 that contains the codons for all six intracellular tyrosines of ephrin-B2 to phenylalanine and to delete the codon for the C-terminal valine residue immediately before the stop of translation (grey box). The resulting ephrin-B2-6YFV mutant protein cannot be tyrosine phosphorylated and will not form protein-protein interactions with SH2 or PDZ domain containing proteins. littermate embryos collected at E17.5 were labeled with biotin and then total cell protein lysates were prepared. (a) An immunoblot using antibodies directed against the N-terminal extracellular domain of ephrin-B2 shows the total cell protein lysates (left) compared to the biotinylated cell surface fraction that was pulled down using streptavidin coated beads (right). A high molecular weight band representing the ephrin-B2--gal fusion protein and a normal sized band representing the wild-type and 6YFV point mutant form of ephrin-B2 are visible at the expected sizes of ~130 and ~37 kilodaltons, respectively, in both the total lysate and cell surface biotinylated pull-down lanes. The lower intensity of the ephrin-B2--gal fusion protein bands are likely due to inefficient transfer of the larger sized protein to the blotting membrane. (b) As a negative control, the intracellular protein actin shows high signal only in the total cell protein lysates, with little signal in the biotin pull-down lanes.
